Figure S1: Limit of detection

Derivative Melt Curves

A6 e L 70085 _, BeB91
6,250,000 7 - \
L 038 n Opa L9151
Il
\

$.750000 | ||'l |

/|
/ |
5,000,000 | |
4250w por?/ | penA G5455

4,000,000 { f | -
3,750,000 { || f ",
S 9500000 { \

A : l' ,u“!a I'i

Fluprescanta
a
RO
\

260000 | R
S5 Y0 60 61 G G} &4 &5 65 67 68 66 PO 7L T T M TS 76 77 7R TR B0 AL 2 I BA BS 86 G BB WO 00 O1 01 01 04 05 W W
Temperature(*C)

Derivative Melt Curves

_‘12.434 _xUD.QIE-
‘_‘7?.634 ! “nﬁ.l7ﬂ
23S rRNA A2059G |
[
I
|
| |
1
| |
gyrA
SN .
o K |
| 1 \
000 | el i ¥ ; s
500,000
50,000 | \
L B
R R e T e A R R T e e T e T e e

Temperature(*C)

Melting gDNA
curve copies

107

106

10°

104

103

=
o

=
|
(@]

|
23S rRNA|C2611T I

Derivative Melt Curves
~ oos  PenA A501,
- 1
A

(|

\ |
\ | \
||. ."l

_.BB.786
. B9.047

Temperature(*C)
Derivative Melt Curves

. 70,006
i J0358

rpsE T24P

16S rRNA C1192T

S8 59 60 61 62 G) 64 65 66 67 6A 69 PO 71 TIOMOTS T T 7E M9 B0 B1 KX D B4 HS 86 A7 #A

TR TR R R I

. B0.175
‘\HH.-I-lH

L S - - .
O L0 1 &2 81 64 03 66 &7 B8 9 B0 71 72 7

Tempearature(*C)

R T R

Figure S1.: Limit of detection. A) Triplex opa + porA + penA Gly545Ser. B) Duplex 23S rRNA C2611T + penA Ala501. C) Duplex gyrA Ser91Phe + 23S rRNA A2059G. D) Duplex rpsE
Thr24Pro + 16S rRNA C1192T. The graphs show a representative example for each multiplex reaction. NTC, no template control.

The limit of detection for all four multiplex reactions was 103-10* gDNA copies/reaction. A strong influence of the initial template concentration on the melting temperature was observed,
since the decrease of final amplicon amounts results in a decrease of the melting temperature. Therefore, comparison with controls with equal amounts of starting gDNA is required for

proper melting curve analysis of samples containing <10° gDNA copies/reaction.
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